a c i l i t a t i n g structural a n a l y s i s . By t h i s procedure, E. c o l i tRNA has been found t o contain only s i x r e a c t i v e c y t o s i n
INTRODUCTION
The above scheme was previously demonstrated in principle, using synthetic 4 polynucleotides.
We now wish to report its application in practice, using formylmethionine transfer RNA from E_. c o l l . The ordered structure of this particular RNA has previously been explored with two other cytosine-specific reagents: methoxyamine , and bisulfite, pH 6 (deamination conditions). The results obtained by the new method agree well with those obtained in the earlier studies, and f u l f i l l the expectations discussed above. were collected and counted in 20 ml of Aquasol (New England Nuclear Corp.).
MATERIALS AND METHODS

P u r i f i e d E_. c o l l t R N A^6
Another 2.6 A 2 ,_ aliquot of methylamine-treated tRNA e t was digested with RNase T. and chromatographed on DEAE cellulose as previously described.
Fractions were collected and counted as before. A duplicate digestion was then carried out and 0.2 ml aliquots were counted in 10 ml of Bray's s c i n t i llation fluid. Radioactively labeled peaks corresponding to oligonucleotides Fraction no. Figure 1) were separated by rechromatography a t pH 9 . 7 on DEAE c e l l u l o s e . Gp was found a s A-G-C,,p (peak 8, Figure 2) on fMet d i g e s t i o n o f methylated tRNA with p a n c r e a t i c RNase. The data on the extent of labeling of specific C residues in tRNA is summarized in Table 1 .
C-A-A-C-C-A-OH and C°-U-C-A-U-A-A-C-C-C-
Fig. 3. Fractionation of ollgonucleotides obtained from pancreatic RNase digestion of methylated C-A-A-C-C-A-OH isolated from
l s o appears t o be a s s o c i a t e d with t h e o l i g o n u c l e o t i d e S_-Gp C.,-A-Gp e l u t i n g j u s t a f t e r peak 1 0 , Figure 1) which d e r i v e s from a t r a c e of c r o s sl i n k e d tRNA present i n t h i s p r e p a r a t i o n .
The o l i g o n u c l e o t i d e s C-C-U-Gp and C-U-C-Gp (peak 8 ,
The major peak of r a d i o a c t i v i t y cochromatographed with C. ,-C.,-U-Gp and was separated from a small u n i d e n t i f i e d peak which contained 7.7% o f t h e t o t a l l a b e l e d m a t e r i a l .
No d e t e c t a b l e r a d i o a c t i v i t y chroma to graphed with t h e o l i g o n u c l e o t i d e C-U-C-Gp.
Both C , , and C , -were l a b e l e d s i n c e l e s s than h a l f the t o t a l r a d i o a c t i v i t y XD l / a s s o c i a t e d with C. ,-C,--U-
The o l i g o n u c l e o t i d e s pC-Gp and A-U-C-Gp (peak 9 , Figure 1) were separated by rechromatography a t pH 4 . 4 on RPC-5. Most o f t h e r a d i o a c t i v i t y was due to l a b e l i n g o f pC.-Gp. A small amount (5.3Z) o f l a b e l cochromatographed i n t h e p o s i t i o n o f A-U-C,_-Gp, however i n s u f f i c i e n t m a t e r i a l was a v a i l a b l e t o determine i f t h i s r a d i o a c t i v i t y was a c t u a l l y due t o l
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DISCUSSION
The s i t e s of cytosine residues in tRNA modified by methylamine-bi- 
